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(54) Prosthesis containing bioabsorbable materials insolubiiized without chemical reagents and 
method of making same 

(57) The present invention relates to a prosthesis 
comprising one or more bioabsorbable substances 
insolubiiized and/or immobilized in place by a physical 
method which excludes chemical reagents. A growth 
factor can be bound to the bioabsorbable substance for 
simulating growth of, for example, fibroblast and 
endothelial cells, around and into the prosthesis. The 
invention can include a porous fabric substrate having 
the bioabsorbable substance(s) insolubiiized and immo- 
bilized therewithin by one or more of the physical meth- 
ods. The physical method can include entanglement, 
dry-up, thermal crosslinking, gamma irradiation, ultravi- 
olet irradiation, or swelling up by hyper hydration with 
electric charge. The invention excludes the use of con- 
ventional chemical reagents, such as glutarakJehyde or 
formaldehyde, which are toxic. Since the invention does 
not use the chemical reagents of the prior art, it can 
avoid the toxicity and foreign body reaction problems 
associated therewith. The prosthesis of the invention 
does not have blood leakage and provides an excellent 
antithrombogenicity by rapid completion of neointima 
formation with endothelial cell lining at an early stage 
after implantation. 
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Description 


This invention relates to a prosthesis for implanta- 
tion into a mammal comprising bioabsorbable sub- 
stances insolubilized by physical methods, instead of 
chemical-reagent cross-linking, that can be used in 
place of conventional prostheses coated with bioab- 
sorbable substances and to cytokines insolubilized on 
the bioabable substances. The invention also relates to 
a method of manufacturing such prostheses. 

Field of the Invention 

This invention concerns a prosthesis comprising 
bioabsorbable substances that can prevent blood leak- 
age, has non-thrombogenic property and host cell affin- 
ity, and is free from side effects caused by chemical 
reagents typically used during the manufacturing proc- 
ess of conventional prostheses. The prosthesis can 
include growth factor, such as fibroblast growth factor, 
for stimulating growth of cells into and around the pros- 
theses, such as fibroblasts and/or endothelial cells. 

DESCRIPTION OF THE PRIOR ART 

Important and necessary characteristics for a pros- 
thesis are nondegradation strength in v/Vo, adequate 
mechanical properties such as morphology retention, 
softness and flexibility, nonblood leakage and the fallow- 
ings: 

(1) Excellent nonthrombogenic effect, 

(2) Biological acceptability, such as nontoxicity, 
noncarcinogenicity, nonimmunogenicity and non- 
foreign body reaction, and 

(3) Excellent healing ability of neointima. 


Most cardiovascular wall prostheses are made of 
woven, knitted or braided polyester fibers or expanded 
polytetrafluoroethylene. To obtain good neointima for- 
mation, a porous substrate has been adopted for the 
prostheses. 

To prevent blood leakage through the porous pros- 
theses, they are usually sealed with fresh blood before 
implantation. This procedure is called "preclotting. * 
Recently, conventional cardiovascular wall prostheses 
are coated with bioabsorbable substances such as col- 
lagen, albumin or gelatin during their manufacturing 
process instead of preclotting during surgery 

These bioabsorbable substances are insolubilized 
by cross-linking with a chemical reagent such as glutar- 
aldehyde, formaldehyde or diisocyanate. They are. how- 
ever, cytotoxic, and even after a long period of time, 
adverse side effects result in causing foreign body reac- 
tion against the host tissues. According to recent scien- 
tific papers, it is recognized that the healing is always 
delayed due to noninfectious inflammation, fluid reten- 
tion around the prosthesis, and/or unusually continuous 
fever after implantation. 


When conventional vascular prostheses are used, 
porous ones may be selected to yield tissue ingrowth 
from the adventitia side to the luminal side. Usually, 
these pores are sealed with a fibrin network produced 
5 by fresh blood (preclotting). However, the fibrin network 
produced by preclotting always has some risk of being 
dissolved because of fibrinolysis phenomenons. This is 
especially true when a large amount of anticoagulants 
is used during and after implantation, and bleeding due 
10 to fibrinolysis can result in serious patient conditions. To 
prevent such undesired bleeding, recent porous vascu- 
lar prostheses are coated with bioabsorbable sub- 
stances cross-linked with glutaraldehyde, formaldehyde 
or diisocyanate. In the present invention, alternative 
75 means or methods for such chemical cross-linking is 
used, as described below. 

As to conventional coated prostheses, collagen, 
gelatin and albumin can be used as bioabsorbable sub- 
stances. These bioabsorbable substances originally 
20 have high affinity to host cells unless they are chemi- 
cally treated. They can induce an excellent neointima 
formation without side effects before chemical treat- 
ment, however, their advantages are not employed sat- 
isfactorily. From the stand point of safety against 
25 bleeding during surgery, conventional coated prosthe- 
ses have been used in humans despite of their adverse 
side effects, since recent surgeries require a large 
amount of anticoagulants during and after implantation. 
As a natural consequence, undesirable results after 
so conventional prosthesis implantation have been 
reported in cases of old and/or weak patients, generally 
patients with poor or high risk conditions. When empha- 
sis is placed on prevention of blood leakage, prevention 
of the side effects by the coated substances is difficult. 
35 This dilemma has been impossible to solve as long as 
the conventional coated prostheses have been used. 

As for the manufacturing process, a highly viscous 
suspension of the bioabsorbable substances has been 
used in order to coat and impregnate the conventional 
40 prostheses. However, these substances only accumu- 
late on the luminal surface due to their high viscosity, 
which tends to result in insufficient impregnation inside 
the prosthesis wall and easy detachment of impregnant 
from the surface of the prosthesis. 

45 

SUMMARY OF THE INVENTION 


This invention avoids the disadvantages of conven- 
tional prostheses. The invention can include the follow- 
so ing: 

1. A prosthesis comprising a porous substrate and 
one or more bioabsorbable substances that are 
insolubilized by at least one physical method such 
as entanglement, dry-up, thermal cross-linking, 
gamma irradiation, ultraviolet irradiation, and swell- 
ing up by hyper hydration with electric charge. 
These physical methods do not require chemical 
reagents which are used for conventional coated 
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prostheses. The prosthesis of the invention can 
include growth factors, such as fibroblast growth 
factor, for increasing the rate of acceptance by the 
host of the implanted prothesis. The invented pros- 
thesis can provide a high affinity for host cells and 
" is free from the side effects caused by chemical 
reagents. 

2. The prosthesis retaining one or more bioabsorb- 
able substance by physical means rather than 
chemical means of this invention can be prepared 
by way of repeated infiltration of a porous prosthe- 
sis with a dispersed solution of a bioabsorbable 
substance having low viscosity, such as a viscosity 
at 22°C of less than or equal to 1000 mPa's meas- 
ured with viscometer. When collagen fiber is used 
as the bioabsorbable substance, the dispersed 
solution can be a fiber collagen suspension, where 
the concentration of the collagen is equal to or less 
than about 1 .0 wt. %. The prosthesis can be placed 
in the collagen fiber solution and/or the collagen 
fiber solution can be placed inside the prosthesis 
substrate, and the collagen fibers can be captured 
within the prosthesis substrate wall, such as within 
the pores of the prosthesis substrate wall, by pro- 
viding a pressure differential between inside and 
outside of the prosthesis. The captured bioabsorb- 
able substance(s) (i.e., collagen fibers) are insolu- 
bilized by a physical method, such as 
entanglement, dry-up, thermal cross-linking, 
gamma irradiation, ultraviolet irradiation and swell- 
ing up by hyper hydration with electric charge. 
Thereafter, growth factors, such as fibroblast 
growth factor, can be bound to the bioabsorbable 
substance(s). 

3. A prosthesis made of bioabsorbable sub- 
stance^) where the bioabsorbable substance(s) is 
shaped by itself into a prosthesis without the need 
for the supporting structure of a porous substrate, 
and then immobilizing or insolubilizing the bioab- 
sorbable materials in place by the physical method 
of this invention, such as by dry-up, thermal cross- 
linking, gamma irradiation, ultraviolet irradiation, 
and/or swelling up by hyper hydration with electric 
charge. After the immobilizing or insolubilizing of 
the bioabsorbable substance(s), growth factors, 
such as fibroblast growth factor, can be bound 
thereto. 

DESCRIPTION OF THE PREFERRED EMBODI- 
MENTS 

In manufacturing the cardiovascular wall prosthesis 
relating to this invention, a conventional porous prosthe- 
sis such as porous fabric vascular prostheses or e- 
PTFE prostheses with long fibrils can be adopted as the 
framework to shape the prosthesis. The porous fabric is 
use to provide an appropriate structure to the prosthe- 
sis. Accordingly, porous tubes can be use when prepar- 
ing a cardiovascular wall prosthesis. When another 


shape for the prosthesis is desired, porous fabrics in 
nontubular shapes can be used. For example, porous 
fabric in the form of a sheet can be used when preparing 
a wound dressing or a skin graft. It is also possible to 

5 eliminate the porous fabric substrate, especially when 
the shape of the prosthesis is simple. For example, 
when making a wound dressing or a skin graft, the bio- 
absorbable material itself can be shaped into the form of 
a sheet or a sponge-iike material having a relatively 

w small thickness compared to its length and width. 

Die prosthesis made with bioabsorbable materials 
or a porous substrate coated with bioabsorbable sub- 
stances is physically treated for immobilizing the bioab- 
sorbable materials in place and insolubilizing the 

is bioabsorbably materials without the use of a chemical 
reagent such as glutaraldehyde, formaldehyde, or diiso- 
cyanate. Typically, glutaraldehyde, formaldehyde, or 
diisocyanate has been used in the past for insolubilizing 
the bioabsorbable substances of conventional coated 

20 prostheses. In the present invention the bioabsorbable 
substances are insolubilized and/or immobilized in 
place, such as attached to the porous substrate, by a 
physical method including entanglement, dry-up, ther- 
mal cross-linking, gamma irradiation, ultraviolet irradia- 

25 tion, or swelling up by hyper hydration with electric 
charge, instead of the conventional chemical reagent 
treatment. The physical immobilization or ^solubiliza- 
tion methods of this invention is used in place of the 
chemical reagent treatments or reactions in the prior art 

30 and can be used for the immobilizing and/or insolubiliz- 
ing either independently or in combination. 

The expression "immobilizing or insolubilizing the 
bioabsorbable substance by physical methods" as used 
in this specification means any method of immobilizing 

35 and/or insolubilizing the bioabsorbable substance to 
itself or on the porous substrate that does not include 
the use of chemical reagents for insolubilizing, securing, 
immobilizing and/or cross-linking the bioabsorbable 
substances in place. The expression "insolubilizing 

40 and/or insolubilizing of the bioabsorbable substance in 
place" as used in this specification means that the pros- 
thesis containing the bioabsorbable substance(s) can 
be rinsed under running water for about an hour with no 
detachment of the bioabsorbable substance(s) from the 

45 prosthesis. For example, as shown in a few of the exam- 
ples of the invention set forth below, the prosthesis was 
rinsed in distilled running water for 24 hours, and there 
was no sign of any detachment of the bioabsorbable 
substance(s) from the prosthesis surface. As explained 

so above, the physical method of this invention can include 
entanglement, dry-up, thermal cross-linking, gamma 
irradiation, ultraviolet irradiation, and swelling up by 
hyper hydration with electric charge. Entanglement can 
include the use of a bioabsorbable substance in the 

55 form of a fiber, such as a collagen fiber or a collagen 
fiber coated with another bioabsorbable substance, 
where the fibers are so entangled with the porous sub- 
strate or themselves that they are not detached from the 
prosthesis when rinsed under running water. Dry-up or 
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thermal cross-linking includes drying the prosthesis 
containing bioabsorbable substance(s) either at room or 
elevated temperature, so that the bioabsorbable sub- 
stances are not detached from the thus dried prosthesis 
when it is subsequently rinsed under running water. 5 
Swelling up with hyper hydration with electric charge 
includes providing the bioabsorbable substance with a 
negative electric charge, so that when wetted the elec- 
trically charged substances inside the framework of the 
bioabsorbable substance alone or together with the 1 
substrate can swell up with water absorption by repul- 
sion of electric charge with each other. This swelling 
action assists in holding the bioabsorbable sub- 
stance^) in place or within the substrate. With the hyper 
hydration, the bioabsorbable substances can become , 
insoluble and thus cannot come out from the framework 
of the prosthesis. In order to provide a negative charge 
to bioabsorbable substances (such as collagen, gelatin, 
fibroin cellulose and chitin), succinylation and sulfona- 
tion are useful, together with any other method that can 
impart the negative charge to the bioabsorbable sub- 
stances. 

By use of the invention one or more of the following 
objects may be achieved :- 

(i) a prosthesis comprising a porous substrate and 
bioabsorbable substance(s) immobilized thereon, 
which is free from the influence of chemical rea- 
gents. The inventive prosthesis has a high affinity 
for host cells, no blood leakage, a nonthrombogenic 
property, a noncarcinogenic property, and a good 
neointima formation, and is soft and pliable, without 
foreign body reaction. 

(ii) a method of manufacturing a prosthesis that is 
free from the side effects caused by chemical rea- 
gents, while still having a high host cell affinity, no 
blood leakage property, a non-thrombogenic prop- 
erty, a soft and pliable property, a noncarcinogenic 
property and a good neointima formation without 
foreign body reaction. 

(iii) a prosthesis containing bioabsorbable sub- 
stance^) that is negatively charged, which have a 
cytokine bound thereto, or a tissues or cells capable 
of generating a cytokine. The cytokines can provide 
growth factors for promoting fibroblast and capillary 
blood vessel growth into and around the prosthesis. 

In order to achieve the above objectives, a frame- 
work suitable for manufacturing the prosthesis can be 
as follows. The prosthesis is shaped from a porous sub- 
strate whose pores promote rapid tissue ingrowth from 
the adventitia side to the luminal side after implantation. 
In this invention, the porous substrate is not limited and 
can be in the form of a tube or a sheet of appropriate 
size. Further, the material of the porous substrate is not 
limited and can be polyester (such as Dacron® made by 
Du Pont de Nemours & Co.). polyurethane, polyvinyl 
alcohol, polyvinyl copolymer, nylon, polypropylene, pol- 
ytetrafluoroethylene, cotton, and silk. Preferable sub- 


strates include conventional porous polyester 
prostheses, such as porous fabric vascular prostheses 
and e-PTFE prostheses with long fibrils. 

The growth factors can be bound directly to the bio- 
absorbable substance(s). Bioabsorbable substances 
such as heparin, heparan sulfate, chondroitin sulfate, 
dermatan sulfate, hyaluronic acid, and succinylated col- 
lagen have a good affinity for binding or immobilizing the 
growth factor(s) within the prosthesis, so that the growth 
o factor(s) can be gradually released in vivo after the 
prosthesis is implanted into a host. Alternatively, tissues 
or cells which release or secrete a growth factor can be 
bound or immobilized on the bioabsorbable sub- 
stance^). In some case, the bioabsorbable substances 
is in the form of tissues or cells can be used for the tissues 
or cells which release or secrete a growth factor. For 
example, bone marrow tissues and cells, which can pro- 
duce or secrete bFGF, can be used for the bioabsorba- 
ble substance. Physical treatment of such tissues and 
20 cells for insolubilizing or immobilizing them within the 
prosthesis by entanglement or other methods, which do 
no kill or diminish the killing of the cells or tissues, is pre- 
ferred, because this permits the tissues and cells to 
release growth factor(s) over a longer period of time in 
25 vivo after the prosthesis is implanted into a host. The 
release or secretion of the growth factor from the pros- 
thesis can be effective for stimulating the growth of 
desired cells, such as fibroblasts, smooth muscle cells, 
and endothelial cells, at very low concentrations. For 
30 example, effective concentrations of growth factor(s) 
around the prosthesis of the invention for promoting cell 
growth can be as low as 1 x 1CT 9 to 1 x 10" 11 M. This is 
because their action is mediated by their association 
with specific, high affinity receptors (growth factor 
as receptors) expressed by the target cell. In the invention 
the target cells for the growth factor are those of the host 
surrounding the prosthesis after implantation. 

ft is also possible to omit the porous substrate by 
forming the bioabsorbable substance(s) itself into a 
40 prosthesis. For example, a solution or slurry containing, 
for example, about 1 to about 2 wt. % collagen or gelatin 
solution can be freeze<lried and molded into a piece of 
sponge. Heparin or other substances can be included in 
the solution or slurry that have an affinity for binding to 
45 cytokines, so that after the sponge is formed, it is dipped 
in a solution of the cytokine for providing growth factors 
to the prosthesis. The resulting sponge having growth 
factors contained can be used as is, or it can be crushed 
in a solution to provide a collagen sponge suspension, 
so and the suspension injected into a mammal where the 
growth factors are desired. By controlling the pH of the 
collagen solution, collagen in the form of a powder can 
be formed. See, for example, the procedures of U.S. 
patent No. 4,749.689. which is incorporated herein by 
55 reference. If heparin or other substance having an affin- 
ity for binding cytokines thereto is contained in the colla- 
gen solution used to prepare the collagen powder, the 
powder can be contacted with a cytokine for binding the 
cytokine thereto. The resulting powder can be place on 
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open wounds or injected into a mammal at a location 
where the growth factor of the cytokine is desired. 

In this invention, any type of bioabsorbable sub- 
stances, such as polyglycolic add, polylactic acid-polyg- 
lycolic acid copolymer, bioabsorbable (3- 
hydroxybutylate-4-hydroxybutylate) polyester copoly- 
mer, polydioxane, collagen, gelatin, succinylated colla- 
gen, chrondroitin sulfate, succinylated gelatin, chitin. 
cellulose, fibroin, alginic acid, heparin, heparan sulfate, 
hyaluronic acid, dermatan sulfate and their derivatives 
can be used The bioabsorbable substances are usually 
hydrophillic, although hydrophobic bioabsorbable sub- 
stances are known and can be used in the present 
invention. The word "bioabsorbable substance" Is used 
herein to define a material, preferably with low toxicity to 
its host, that is absorbed by the host over a period of 
time after implantation into the host. Among the aforel- 
isted bioabsorbable materials, collagen, gelatin, succi- 
nylated collagen, succinylated gelatin, chitin, cellulose, 
fibroin, albumin, alginic acid, heparin, heparan sulfate, 
hyaluronic acid, chondroitin sulfate, dermatan sulfate 
and their derivatives are preferable. This substance can 
be monomolecular or polymolecular with a wide range 
of molecular weights depending on the particular mate- 
rial. For example, heparan sulfate and hyaluronic acid 
can be polymolecular materials respectively with a 
molecular weight from about 5,000 to about 20.000 and 
about 10,000 to about 2,000,000. 

Since this invention does not use chemical treat- 
ments for the bioabsorbable substances for the ^solubi- 
lization thereof or for the immobilizing or retaining of 
these substances on a prosthesis, there is no opportu- 
nity for these bioabsorbable substances to have their 
immunogenicity reduced by chemical reagents during 
the process of coating and insoiubilization. Therefore, 
nonimmunogenic or less immunogenic substances 
such as gelatin, atelocollagen, and purified collagen 
fiber obtained from animal Achilles tendons are pre- 
ferred. If the substances have strong immunogenisity, 
they should be used after reducing their immunogenis- 
ity. 

In addition to the above, tissues and cells of mam- 
mals can also be used for the bioabsorbable sub- 
stances, especially autologous tissue and cells, namely, 
tissues and cells from the host into which the prosthesis 
is implanted. The advantages of using tissues and cells 
for the bioabsorbable substances include the following: 

(1) The tissues and cells are large enough to be 
easily interstices of the porous substrates, as well 
as with each other. 

(2) The tissues and cells can give suitable environ- 
ment for host cell migration and proliferation even if 
they die during sterilization or drying up. If the tis- 
sues can maintain their living ability, they will act as 
promoters of neointima formation on the prosthesis 
surface. 

(3) Autologous tissues and ceils can synthesize 
some cytokines such as cell growth factors. With 


these cytokines, tissues and cells can maintain 
their living ability and stimulate each other to sur- 
vive and to create organs where they are located. 

5 The term "cytokine" as used herein is a term well 

known in the art as a collective term for the proteins that 
initiate or regulate cell to cell communication, for exam- 
ple, regulate cellular growth and differentiation, and are 
involved in healing, repair and the response to disease 

10 (e.g., inflammation, immunity and cancer cachexia). 
The activities of cytokines are broad and overlapping. 
Several cytokines have specific nomenclatures. These 
include tumor necrosis factor-alpha (TNF alpha, 
cachectin), TNF-beta (lymphotoxin), interferon -alpha, - 

is beta and -gamma. Growth factors can also be 
cytokines. Growth factors can be defined as multifunc- 
tional, locally acting, intercellular signalling polypeptides 
which control both the ontogeny and maintenance of tis- 
sue form and function. Growth factors that can be used 

20 in the invention include: epidermal growth factor (EGF), 
platelet derived growth factor (PDGF), transforming 
growth factor -alpha and -beta (TGF), fibroblast growth 
factor (FGF, basic FGF, acidic FGF) and colony stimulat- 
ing factor (CSF). New factors are continually added to 

25 the known cytokines, and new functions are continually 
reported for the known cytokines. 

Especially useful growth factor cytokines for use in 
the present invention are fibroblasts growth factors, 
which can be obtained from natural cells (such as bFGF 

30 synthesized from bone marrow) by internal biotechnol- 
ogy. These are also commercially available and pro- 
duced by biotechnology companies for commercial 
sale. 

Preferred growth factors are basic fibroblasts 

35 growth factor (bFGF), vascular endothelial growth factor 
(VEGF), platelet-derived endothelial cell growth factor 
(PDGF), and Hepatocyte growth factor (HGF). BFGF is 
a powerful mitogen for a wide variety of cell types 
including, fibroblast, neur ectodermal cells and capillary 

40 and large vessel endothelial cells. VEGF is a mitogen 
for endothelial cells. PDGF induces multiplication of 
fibroblasts and smooth muscle cells. BFGF and VEGF 
are especially preferred. These and other growth factors 
are commercially available from Genzyme Corporation, 

45 Cytokine Research Products, Boston, MA, U.S.A. and 
other companies. 

The bioabsorbable substance(s) can be encap- 
tured easily by entanglement with porous structure of 
the prosthesis substrate. For this purpose, bioabsorba- 

so We substances with a filamentous shape or a large size 
(i.e., cells and tissues) are preferable, but those with a 
nonfilamentous shape or small size can also be used. 
To encapture the filamentous substances, a diluted sus- 
pension of the substance or its solution can be used 

55 having a viscosity at 22°C of less than or equal to about 
1000 mPa's as measured on a viscosity meter for a col- 
lagen fiber suspension, the concentration of the colla- 
gen can be equal to or less than about 1 .0 wt. %. By 
using such a low viscous suspension, it is possible to 
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enmesh the filamentous substances inside the prosthe- 
sis substrate by providing a pressure differential to the 
suspension between the inside and outside of the pros- 
thesis substrate wall. The filamentous substances can 
be gradually accumulated inside the prosthesis wall as 
well as on the prosthesis substrate wall by enmeshing of 
this low viscous suspension and by passing it through 
pores of the prosthesis wall. If the suspension is highly 
viscous, f ilamentous substance(s) cannot penetrate the 
prosthesis since one filament obstructs the passage 
way though the interstices of the porous prosthesis sub- 
strate wall of another filament. With this procedure, a 
sufficient number of filaments are entangled with the 
porous framework of the prosthesis substrate. 

After the foregoing procedures of impregnating the 
porous substrate with the bioabsorbable substance(s), 
such procedures can be repeated to provide an addi- 
tional impregnation of a bioabsorbable substance on 
the cardiovascular prosthesis. For example, after the 
first impregnation, the graft is dried up, and a suspen- 
sion or solution of another kind of bioabsorbable sub- 
stance^) is impregnated again into the pores of the 
prosthesis substrate, in which the former bioabsorbable 
substance has been present. Thereafter, the graft is 
dried up again, such as by freeze drying or drying in air. 

The second or additional impregnation can make 
the prosthesis more useful if it is desirable to provide a 
cardiovascular wall prosthesis. For example, collagen 
fibers can be firstly impregnated onto or into the porous 
substrate and then heparin can be secondly impreg- 
nated onto or into the porous substrate. After these two 
impregnations, the prosthesis can obtain an antithrom- 
bogenic property as well as powerful negative charge 
inside the prosthesis wall, which is effective to retain a 
large amount of water inside the prosthesis. If collagen 
fibers are used as the first impregnant and dermatan 
sulfate as the second impregnant, the prosthesis can 
obtain high host cell affinity, since dermatan sulfate can 
provide an excellent environment for host cell migration. 
If alginic add, heparan sulfate or hyaluronic acid is used 
as the second impregnant, the prosthesis can obtain 
characteristic properties respectively corresponding 
thereto. 

Thermal cross-linking is a most suitable physcal 
method for insolubilizing encaptured bioabsorbable 
substances. After complete drying, the prosthesis with 
bioabsorbable substance is heated in the range of tem- 
perature of about 100°C to about 180°C and for about 1 
hour to about 48 hours. The heating parameters depend 
on the type of bioabsorbable substance, however, in 
case of succinyiated collagen fibers, heating between 
about 1 30°C to about 1 40°C for about 1 0 hours to about 
24 hours is preferred. By these procedures, the bioab- 
sorbable substances are cross-linked by dehydration 
when they are heated. For example, hydroxyl groups in 
the substances cross-link by covalent bonding. 

Gamma irradiation and ultraviolet irradiation are 
another preferable physical method for insolubilizing the 
bioabsorbable substances. Between two, the former 


may be more powerful and useful, since with the 
gamma irradiation, ^solubilization and sterilization can 
be performed more simultaneously. Representative 
gamma and ultraviolet irradiation conditions are gamma 
5 or ultraviolet radiation at about 0.1 Mrad to about 5 
Mrad, preferably about 2 Mrad to about 3 Mrad, in either 
dry or wet conditions and in an atmosphere of room air 
or nitrogen gas. These conditions are dependent on the 
particular bioabsorbable substance. For example, in the 
10 succinyiated collagen, irradiation at 2.5 Mrad with mois- 
ture is preferred. 

The bioabsorbable substance(s) immobilized or 
insolubilized within the prosthesis can be charged either 
negatively or positively. The prosthesis is preferably 
is negatively charged since the negatively charged sur- 
face can prevent adhesion of platelets which have a 
negative charge. In addition, under wet conditions, the 
electrically charged substances inside the framework of 
the substrate and the bioabsorbable substance can 
20 swell up with water absorption by repulsion of electric 
charge with each other. This swelling action assists in 
holding the bioabsorbable substance in the porous sub- 
strate. With such hyper hydration, the substances 
become insoluble and cannot come out from the frame- 
25 work of the prosthesis. In order to provide a negative 
charge to absorbable substances (such as collagen, 
gelatin, fibroin cellulose, and chrtin). succinylation and 
sulfonation are useful. However, other methods can be 
used that can impart the negative charge to the bioab- 
30 sorbable substances. 

VEGF and bFGF can be bound with various nega- 
tively charged substances, especially to which at least 
one of the following bioabsorbable substances is 
trapped such as heparin, heparan sulfate, chondroitin 
35 sulfate, dermatan sulfate, hyaluronic acid, succinyiated 
collagen, etc. When a vascular prosthesis is prepared 
with these substances, these cytokines can be immobi- 
lized for slow release of the VEGF and bFGF in vivo. 
This procedure is applicable not only for a vascular 
40 implant, but also any kinds of biomaterials, such as 
those for accelerating wound healing such as wound 
dressings (including those similar to skin equivalent 
products), basement templates for wound healing, and 
stuffing substances for accelerating would healing and 
45 adhesion. 

As to the manufacturing method of the cardiovascu- 
lar wall prosthesis in this invention, the following method 
can be adopted: A method of manufacturing a cardio- 
vascular wall prosthesis retaining a bioabsorbable sub- 
so stance by means of repeated infiltration into a tubular 
porous prosthesis substrate with a dispersed solution of 
bioabsorbable substances with a viscosity at 22°C of 
less than or equal to about 1000 mPa's, and by capture 
of the bioabsorbable substances within the prosthesis 
55 substrate by providing a pressure differential between 
the inside and outside of the prosthesis substrate. Atyp- 
ical collagen fiber suspension can have a collagen con- 
centration of less than or equal to about 1 .0 wt. %. The 
captured bioabsorbable substances are then insolubi- 
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lized and/or immobilized in place by a physical method 
such as entanglement, dry-up, thermal cross-linking, 
gamma irradiation, ultraviolet irradiation, and swelling 
up by hyper hydration with electric charge. The coated 
tubular prosthesis can then be cut opened to provide a 
sheet-like prosthesis, it desired. 

The prosthesis of this invention can be used as car- 
diac wall prostheses and vascular prostheses, but the 
substances and the methods to produce them are also 
applicable in other fields, such as in tissue repair substi- 
tutes, wound dressings, and hemostats. 

EXAMPLES 

Example 1 

A porous fabric vascular prosthesis was impreg- 
nated with negatively charged collagen fibrils, having a 
length of less than 2 cm and a thickness of less that 10 
microns. The procedure showed complete sealing as 
follows: Collagen fibers obtained from bovine Achilles 
tendon were succinylated using a succinic anhydride, 
and suspended in distilled water at pH 4.5 with hydro- 
chloric acid or acetic acid to produce a 0.2 wt. % colla- 
gen suspension. The viscosity of the prepared collagen 
suspension was 800 mPa's at 22°C which was meas- 
ured by a typical viscometer. A fabric vascular prosthe- 
sis (Dacron® polyester having water porosity: 4,000 
ml/cm 2 /min. at 120 mmHg) was enveloped by a vinyl 
chloride bag and connected to a syringe containing the 
suspension therein. By use of a three-way stopcock and 
a connecting tube, a closed circulation system was pro- 
duced. The collagen suspension was infiltrated through 
the fabric vascular prosthesis wall by pressurized injec- 
tion by means of the syringe. The portion of the suspen- 
sion that passed through the wall was injected again 
with the syringe. This infiltrating procedure was 
repeated several times and collagen fibers became 
entangled in the pores of the prosthesis. Then the pros- 
thesis was dipped into a 0.1 N sodium carbonate solu- 
tion to neutralize residual acid around the collagen 
fibers and washed from inside several times by distilled 
water to remove the free remnants of collagen fiber from 
the luminal surface. Thereafter, the prosthesis was 
rinsed in cold running water for 24 hours, after which it 
was freeze-dried. Then the prosthesis was heated at 
130°C for 24 hours to thermally cross-link the collagen 
fibers and sterilized the coated prosthesis simultane- 
ously. By this procedure, a porous fabric prosthesis 
impregnated with negatively charged fiber collagen was 
prepared. 

Example 2. 

Microscopical structure and water permeability of 
the prosthesis produced by the method of Example 1 
were evaluated as follows. By means of light microscop- 
ical observation of a cross section of the prosthesis, col- 
lagen fibers were observed to be contained in the 


interstices of the fibers of the polyester substrate. Scan- 
ning electron microscopical observation revealed that 
fibers of the polyester substrate and the collagen fibers 
were entangled in complex or complicated manner. The 

5 distance between adjacent collagen fibers was approxi- 
mately 2 microns and the thickness of each collagen 
fiber is about 0.8 microns on the average. The amount 
of collagen fiber in the prosthesis wall was measured. 
The result is approximately 4 mg of collagen per cm 2 of 

10 the prosthesis wall was trapped on the prosthesis wall. 
Under a wet condition, the collagen fibers were found to 
retain approximately 100mg/cm 2 of water. Therefore, a 
very small amount of collagen fiber can retain a large 
amount of water inside the prosthesis wall. Water per- 

15 meability measurement revealed that the prosthesis 
resulting from Example 1 had a low porosity with water 
porosity 0.1 ml/crr^/min. at 120 mmHg. These results 
indicated that the graft was sealed with a very small 
amount of collagen fibers and large amounts of water. 

20 

Example 3. 

The stability of collagen fibers entangled in the 
prosthesis produced by using the method of Example 1 
25 was evaluated as follows: The prosthesis was rinsed in 
distilled running water for 24 hours. The result was that 
there was no sign of collagen detachment from the 
prosthesis surface despite the long period of rinsing. 


The blood leakage from the prosthesis produced 
using the method of Example 1 was evaluated as fol- 
lows: The prosthesis was implanted in the thoracic 
35 descending aorta of a dog without preclotting. During 
surgery and up to one week after implantation, the pros- 
thesis did not show blood leakage through the prosthe- 
sis wall. The prosthesis was proved to be safe against 
blood leakage. 

40 

Example 5. 

The prosthesis produced using the method of 
Example 1 was evaluated as a cardiac wall prosthesis 

45 as follows: The prosthesis was cut in the longitudinal 
direction to produce a membrane as cardiac wall pros- 
thesis. This was implanted as a cardiac wall patch in the 
right ventricular-pulmonary artery outflow tract of a dog. 
The prosthesis was very soft and pliable. Therefore, it 

so was easy to fit with the thick cardiac wall and the thin 
pulmonary arterial wall as well. After implantation, the 
dog was systemically heparinized (300IU/kg), however, 
the prosthesis wall did not show any blood leakage. 
From this experiment, the prosthesis showed its safety 

55 against the hepatization of blood, and proved to be 
suitable prosthesis as a cardiac wall patch. 


30 Example 4. 


35 
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Example 6. 


The prostheses (10 mm in internal diameter and 6 
cm in length) produced using the method of Example 1 
was implanted in the descending thoracic aortae of 
three dogs without preclotting. The prostheses turned 
red in color just after implantation, however, there was 
no blood leakage through the prosthesis wall. On the 
f irst day after implantation, the prosthesis was retrieved 
from one of the three dogs. The luminal surface of the 
prosthesis was covered with thin layer of fibrin. By 
means of light microscopy, dense network of collagen 
fibers was noticed in the interstices of the fibers of the 
polyester substrate. Numerous erythrocytes, leukocytes 
platelets and fibrin fibers were trapped inside the col- 
lage network. The luminal surface was free from throm- 
bus deposition. On the 10th day after implantation, the 
second prosthesis was removed from another dog. The 
luminal surface of the prosthesis was non-glistening 
white in color. By means of light microscopy, the luminal 
surface was covered with thin layer of fibrin. In the mid- 
dle layer of the prosthesis was composed of polyester 
fibers of the substrate, collagen fibers, and fibrin net- 
work. Some fibroblasts were observed in the interstices 
of the collagen fibers. Around the outside of the prosthe- 
sis there were numerous fibroblasts, and capillary blood 
vessels, but no giant cells, plasma cells or lymphocytes, 
suggesting no foreign body reaction around the pros- 
thesis. The prosthesis showed high affinity to the host 
cells. Six months after implantation, the third prosthesis 
was removed. The luminal surface was glistening white 
without thrombus deposition. By means of light micros- 
copy, the luminal surface was completely lined by a con- 
tinuous and single layer of endothelial cells. Multiple 
layers of smooth muscle cells were noticed underneath 
the endothelial cells. Inside the prosthesis wall, numer- 
ous fibroblasts and capillary blood vessels migrated, but 
there were no collagen fibers, which had been observed 
since just after implantation. The collagen fibers were 
already absorbed. In the adventitia side, the graft sur- 
face was completely covered with a connective tissue 
layer which contained numerous fibroblasts and capil- 
lary blood vessels. There was no foreign body reaction 
around and inside the prosthesis wall. From these 
observations, the invented prosthesis was proved to be 
safety graft with good property for neointima formation 
and no foreign body reactions. 

Example 7. 

Using the method of Example 1, a prosthesis 
sealed with collagen was obtained. H was cut in the lon- 
gitudinal direction as shown in the Example 4 to obtain 
a cardiac wall prosthesis. Three cardiac wall prostheses 
were implanted in the outflow tract of dogs according to 
the procedure of Example 5. They were removed on 1 
and 10 days and 6 months after surgery, respectively. 
Results similar to Example 6 were obtained macroscop- 
ically and microscopically. 


Example 8. 

A long fibril ePTFE prosthesis substrate was coated 
with succinylated atelocollagen using a similar method 
5 of Example 1 with the exception that gamma irradiation 
was used instead of thermal cross-linking and any other 
differences as set forth below. The treatment showed 
complete sealing as follows: Succinylated atelocollagen 
suspension (0.2 wt. %) was sieved through the ePTFE 
10 prosthesis substrate of fibril length 90 micron by pressu- 
rized injection. Repeating this sieving procedure several 
times resulted in that the pores of the prosthesis 
became sealed with atelocollagen. The prosthesis was 
dried in air, and then irradiated with gamma irradiation 
is of 2.5 Mrad under moisture condition, where the pros- 
thesis was simultaneously sterilized. By means of light 
microscopical observation of a cross section of the 
prosthesis, collagen fibers were observed in the inter- 
stices of ePTFE. By means of scanning electron micro- 
20 scopy, collagen fibers were observed as enmeshed into 
the interstices of ftorils of ePTFE in a complex or com- 
plicated manner. The distance between adjacent colla- 
gen fibers was approximately 2 microns on the average. 
The water permeability of the prosthesis was 0.1 
25 ml/cm 2 /min. at 120 mmHg. 


Example 9. 

The stability of the atelocollagen on the prosthesis 
30 produced using the method of Example 8 was evaluated 
as follows: The prosthesis was rinsed in distilled running 
water for 24 hours. The result was that there was no 
sign of collagen detachment from the prosthesis sur- 
face. 


35 


Example 10. 


The blood leakage from the prosthesis produced 
using the method of Example 8 was evaluated as fol- 

40 lows. The prosthesis was implanted in place of the 
abdominal aorta of a dog without the preclotting of the 
prior art. During surgery and up to one week after 
implantation, the prosthesis did not show blood leakage 
through the prosthesis wall. The prosthesis was proved 

45 to be safe against the blood leakage. 

Example 1 1 . 

The prosthesis produced using the method of 
so Example 8 was evaluated as a cardiac wall prosthesis 
as follows: The prosthesis was cut in the longitudinal 
direction to produce a membrane as cardiac wall pros- 
thesis. This was implanted as a cardiac wall patch in the 
right ventricular-pulmonary artery outflow tract of a dog. 
55 The prosthesis was very soft and pliable. Therefore, it 
was easy to fit with the thick cardiac wall and the thin 
pulmonary arterial wall as well. After implantation, the 
animal was systemically heparinized (300IU/kg). how- 
ever, the prosthesis wall did not show any blood leak- 
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age. From this experiment, the prosthesis showed its 
safety against the heparinization of blood, and proved to 
be suitable prosthesis as a cardiac wall patch. 

Example 12. 

Prostheses (6 mm in internal diameter and 6 cm in 
length) produced using the method of Example 8 were 
respectively implanted in the abdominal aortae of three 
dogs without preclotting. The prostheses turned red in 
color just after implantation, however, there was no 
blood leakage through the prosthesis wall. On the first 
day after implantation, the prosthesis was retrieved from 
one of the three dogs. The luminal surface of the pros- 
thesis was covered with thin layer of fibrin. By means of 
light microscopy, dense network of collagen fibers was 
noticed in the interstices of ePTFE filaments. Numerous 
erythrocytes, leukocytes platelets and fibrin fibers were 
trapped inside the collage network. The luminal surface 
were free from thrombus deposition. Another two grafts 
were retrieved at 10 days and 6 months after implanta- 
tion, respectively. Results similar to Example 5 were 
obtained macroscopically and microscopically. 

Example 13. 

Using the method of Example 8, a prosthesis 
sealed with collagen was obtained. It was cut in the lon- 
gitudinal direction as shown in the Example 5 to obtain 
a cardiac wall prosthesis. Three cardiac wall prostheses 
were respectively implanted in the outflow tract of dogs 
according to the procedure of Example 5. They were 
removed on 1 and 10 days and 6 months after surgery, 
respectively. Results similar to Example 5 were 
obtained macroscopically and microscopically. 

Example 14. 

A long fibril ePTFE prosthesis substrate was coated 
with succinylated atelocollagen using a similar method 
of Example 1 with the exception that ultraviolet irradia- 
tion was used instead of thermal cross-linking and any 
other differences as set forth below. The treatment 
showed complete sealing as follows: Succinylated atel- 
ocollagen suspension (0.2 wt. %) was sieved through 
the ePTFE prosthesis substrate of fibril length 90 
micron by pressurized injection. Repeating this sieving 
procedure several times resulted in that the pores of the 
prosthesis became sealed with atelocollagen. The pros- 
thesis was dried in air, and then irradiated with ultravio- 
let irradiation of 2.5 Mrad under moisture condition, 
where the prosthesis was simultaneously sterilized. By 
means of light microscopical observation of a cross sec- 
tion of the prosthesis, collagen fibers were observed in 
the interstices of ePTFE. By means of scanning elec- 
tron microscopy, collagen ffoers were observed as 
enmeshed into the interstices of fibrils of ePTFE in a 
complex or complicated manner. The distance between 
adjacent collagen fibers was approximately 2 microns 


on the average. The water permeability of the prosthe- 
sis was 0.1 ml/cm 2 /min. at 120 mmHg. 

Example 15. 

5 

The stability of the atelocollagen on the prosthesis 
produced using the method of Example 14 was evalu- 
ated as follows: The prosthesis was rinsed in distilled 
running water for 24 hours. The result was that there 
10 was no sign of collagen detachment from the prosthesis 
surface. 

Example 16. 

15 The blood leakage from the prosthesis produced 
using the method of Example 14 was evaluated as fol- 
lows: The prosthesis was implanted in place of the 
abdominal aorta of a dog without the predotting of the 
prior art. During surgery and up to one week after 
20 implantation, the prosthesis did not show blood leakage 
through the prosthesis wall. The prosthesis was proved 
to be safe against the blood leakage. 

Example 17. 

25 

The prosthesis produced using the method of 
Example 14 was evaluated as a cardiac wall prosthesis 
as follows: The prosthesis was cut in the longitudinal 
direction to produce a membrane as cardiac wall pros- 

30 thesis. This was implanted as a cardiac wall patch in the 
right ventricular-pulmonary artery outflow tract of a dog. 
The prosthesis was very soft and pliable. Therefore, it 
was easy to fit with the thick cardiac wall and the thin 
pulmonary arterial wall as well. After implantation, the 

35 animal was systemically heparinized (300IU/kg), how- 
ever, the prosthesis wall did not show any blood leak- 
age. From this experiment, the prosthesis showed its 
safety against the heparinization of blood, and proved to 
be suitable prosthesis as a cardiac wall patch. 

40 

Example 18. 

Prostheses (6 mm in internal diameter and 6 cm in 
length) produced using the method of Example 14 were 
45 respectively implanted in the abdominal aortae of three 
dogs without preclotting. The prostheses turned red in 
color just after implantation, however, there was no 
blood leakage through the prosthesis wall. On the first 
day after implantation, the prosthesis was retrieved from 
so one of the three dogs. The luminal surface of the pros- 
thesis was covered with thin layer of fibrin. By means of 
light microscopy, dense network of collagen fibers was 
noticed in the interstices of ePTFE filaments. Numerous 
erythrocytes, leukocytes platelets and fibrin fibers were 
55 trapped inside the collage network. The luminal surface 
were free from thrombus deposition. Another two grafts 
were retrieved at 10 days and 6 months after implanta- 
tion, respectively. Results similar to Example 5 were 
obtained macroscopically and microscopically. 
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Example 19. 

Using the method of Example 14, a prosthesis 
sealed with collagen was obtained. It was cut in the lon- 
gitudinal direction as shown in the Example 5 to obtain 
a cardiac wall prosthesis. Three cardiac wall prostheses 
were respectively implanted in the outflow tract of dogs 
according to the procedure of Example 5. They were 
removed on 1 and 10 days and 6 months after surgery, 
respectively. Results similar to Example 5 were 
obtained macroscopically and microscopically. 

Example 20. 

Gelatin and heparin were used as the bioabsorba- 
ble substances. A long fibril ePTFE graft was coated 
with gelatin using a similar method of Example 8. 
Gamma irradiation was again used for immobilizing. 
The treatment resulted in complete sealing as follows: 
Succinylated gelatin was suspended (10 wt. %) and 
was sieved through an ePTFE prosthesis having a fibril 
length of 90 microns by pressurized injection, similar to 
the procedure used in Example 1. Repeating this siev- 
ing procedure several times resulted in the pores of the 
prosthesis becoming sealed by succinylated gelatin. 
Then the prosthesis was f reeze-dried. A one weight per- 
cent heparin solution was impregnated into the f reeze- 
dried prosthesis wall, and it was dried again. Gamma 
irradiation of 2.5 Mrad at moisture condition was per- 
formed and the resulting prosthesis wall, whereby the 
prosthesis was simultaneously sterilized. Results simi- 
lar to Example 8 were obtained macroscopically and 
microscopically. The water permeability of the resulting 
prosthesis was 0.1 ml/cm2/min. at 120 mm/Hg. 

Example 21. 

The stability of the gelatin on the prosthesis pro- 
duced using the method of Example 20 was evaluated 
as follows. The prosthesis was rinsed in distilled running 
water for 24 hours. The result was that there was no 
sign of gelatin detachment form the prosthesis surface 

Example 22. 

The antrthrombogenicity of the prosthesis with 
heparin produced using the method of Example 20 was 
evaluated as follows. The prosthesis was implanted in 
the abdominal aorta of a dog without preclotting. During 
and after implantation, the prosthesis did not show 
blood leakage through the prosthesis wall. One hour 
after implantation, the prosthesis was retrieved. The 
luminal surface of the prosthesis showed no thrombus 
deposition at all. The prosthesis was proved to have 
antithrombogenic property by the heparin immobiliza- 
tion. 


Example 23. 

Succinylated collagen and dermaian sulfate were 
used as the bioabsorbable substances. A porous fabric 
s vascular prosthesis substrate was coated with nega- 
tively charged collagen fibrils. A fabric vascular prosthe- 
sis (Dacron® polyester, water porosity: 4,000 
ml/cm 2 /min. at 120 mmHg) was used as the substrate. 
Collagen fibers obtained from bovine Achilles tendons 
10 were succinylated using succinic anhydride, and sus- 
pended into distilled water at pH 4.5 with hydrochloric 
add or acetic acid to produce a 0.2 wt. % collagen sus- 
pension. The collagen suspension was sieved through 
the fabric vascular prosthesis wall by pressurized injec- 
ts tion by means of the syringe. The portion of the suspen- 
sion that passed through the wall was injected again 
with the syringe. This sieving procedure was repeated 
several times, so that the collagen fibers were entan- 
gled in the pores of the prosthesis. The prosthesis was 
20 then freeze-dried. The freeze-dried prosthesis was 
dipped into a 1 wt. % of dermatan sulfate solution to 
impregnate the dermatan sulfate into the interstices of 
the fibers of the polyester substrate and the collagen fib- 
ers Then the prosthesis was dried in air. The resulting 
25 prosthesis was heated at 130°C for 24 hours to ther- 
mally cross-link the collagen ffoers and dermatan sul- 
fate, and to simultaneously sterilized. By means of light 
microscopical observation of a cross section of the 
finally resulting prosthesis, collagen fibers were 
so observed to be in the interstices of the fibers of the pol- 
yester substrate. Scanning electron microscopical 
observation revealed that polyester fibers of the sub- 
strate and collagen fibers were entangled in a compli- 
cated or complex manner. The prosthesis had a low 
35 porosity water porosity 0 ml/cm 2 /min. at 1 20 mmHg. 


Example 24. 

The stability of the collagen and dermatan sulfate 
40 on the prosthesis produced using the method of Exam- 
ple 23 was evaluated as follows: The prosthesis was 
rinsed in distilled running water for 24 hours. The result 
was that there was no sign of collagen or dermatan sul- 
fate detachment from the prosthesis surface. 

45 

Example 25. 

Host cell aff inity of the prosthesis with collagen and 
dermatan sulfate produced using the method of Exanv 

50 pie 24 was evaluated as follows: The prosthesis was 
implanted in the abdominal aorta of a dog without pre- 
clotting. During surgery and up to one week after 
implantation, the prosthesis did not show blood leakage 
through the prosthesis wall. Ten days after implantation, 

55 the prosthesis was retrieved. The luminal surface of the 
prosthesis was covered with thin fibrin layer. Near the 
anastomotic sites, an endothelial cell lining was 
observed. At the adventitia side numerous fibroblasts 
actively migrated into interstices of polyester fibers of 


10 


BNSDOCID- <EP 0742020A2J_> 


19 


EP0 742 020 A2 


20 


the substrate. The prosthesis was proved to have excel- 
lent host cell affinity by dermatan sulfate immobilization. 

Example 26. 

A porous fabric vascular prosthesis was impreg- 
nated with tissues and cells. The procedure showed 
complete sealing and active cell migration and prolifera- 
tion in the prosthesis wall as follows: Bone marrow was 
obtained from the iliac bone of an experimental dog 
under general anesthesia. It was suspended in saline 
solution. The suspension was injected into the lumen of 
a porous polyester prosthesis substrate (water permea- 
bility ml/cm 2 /min. at 120 mmHg) with pressure. The por- 
tion of the suspension that passed through the 
prosthesis wall was sucked up and injected again. After 
several repeated injections, the prosthesis substrate 
wall was completely occupied and sealed with bone 
marrow and blood cells which are contained in the bone 
marrow tissue. Then the prosthesis was implanted in 
the abdominal aortic position of the animal from which 
the bone marrow was obtained. During the surgery and 
up to one week after implantation of the prosthesis, no 
bleeding through the prosthesis wall was observed. At 3 
weeks after implantation, the prosthesis wall was com- 
pletely sealed with endothelial cells. Inside the graft 
wall, bone marrow ceils survived and synthesized basic 
Fibroblasts Growth factors (bFGF), which is a cytokine 
acting as an accelerating factor of capillary blood vessel 
and fibroblast growth. The bFGF was confirmed using 
monoclonal antibody staining of the prosthesis wall 
immunohystochemically. Around the bone marrow cells, 
numerous capillary blood vessels and fibroblasts migra- 
tion and proliferation were observed. Nicely healed 
neointima was maintained in the prosthesis wall up to 3 
months observation period. 

Example 27. 

This example is exemplary of the coated prosthesis 
of this invention including basic fibroblasts growth factor 
(bFGF)- A porous fabric vascular prosthesis substrate 
(water permeability: 1,200 ml/cm 2 /min. at 120 mmHg, 
produced by InterVascular Co. Ltd.) was impregnated 
with a mixture suspension of 1 wt. % of succinylated col- 
lagen and 0.02 wt. % heparin with pressure. It was 
freeze-dried and was heated at 130°C for 20 hours to 
thermally cross-link the collagen fibers each other and 
to the heparin molecules. Then it was rinsed in distilled 
running water to wash off unbound heparin. It was 
freeze-dried again and sterilized by ethylene oxide gas. 
To immobilize bFGF onto the vascular prosthesis, it was 
dipped into a solution of bFGF before implantation. For 
the measurement of bFGF binding, the prosthesis was 
dipped into a 100 ml saline solution containing 1 jig of 
radioisotope labeled bFGF for 30 minutes. Then it was 
rinsed in 500 ml of pure saline solution for 30 minutes 
three times to wash off free unbound bFGF. The amount 
of bFGF in the prosthesis was measured by means of a 


game counter. The results showed that the prosthesis 
can bind bFGF 0.01 (ig/cm 2 . 

Example 28. 

This example is exemplary of the coated prosthesis 
of this invention containing bFGF. A porous polyester 
fabric vascular prosthesis substrate (water permeability: 
1 ,200 ml/cm 2 /min. At 1 20 mmHg) was impregnated with 
a mixture suspension of 1 wt. % of succinylated colla- 
gen and 0.02 wt. % heparin with pressure. It was freeze- 
dried and was heated at 130°C for 20 hours to thermally 
cross-link the collagen fibers each other and to the 
heparin molecules. Then it was rinsed in distilled run- 
ning water to wash out extra unbound heparin. It was 
freeze-dried again and sterilized by ethylene oxide gas. 
In the operating room, it was dipped in a 100 ml of saline 
solution containing 1 fig of bFGF for 30 minutes, and 
was rinsed in 500 ml of saline solution for 30 minutes 
three times to wash off unbound bFGF. Then it was 
implanted in the abdominal aortic position as a vascular 
substitute. During the surgery and up to one week after 
surgery, there was no bleeding through the prosthesis 
wall. At 3 weeks, the graft wall was covered with 
neointima having complete endothelial cell lining. Inside 
the graft wall, numerous capillary blood vessels are 
present resulted in acceleration of neointima formation. 

Example 29. 

This example is exemplary of the coated prosthesis 
of the invention in the form of a sponge-like material that 
can be used as a wound dressing. A porous sponge 
made of fiber collagen was obtained using the following 
procedure. A 1 wt. % collagen slurry containing 0.02 wt. 
% heparin was freeze-dried to produce a collagen sheet 
of 5 cm 2 and 0.5 cm in thickness. Thereafter, it was 
heated at 1 30°C for 20 hours to thermally cross-link the 
collagen fibers each cither and to the heparin molecules. 
Then it was rinsed in distilled running water to wash off 
unbound heparin. It was freeze-dried again and steri- 
lized by ethylene oxide gas. As an animat experiment, a 
7 cm 2 skin wound was created on the back of a rabbit. 
The prepared collagen sponge was dipped in a 100 ml 
of saline solution containing 1 \lq of bFGF for 30 min- 
utes, and was rinsed in 500 ml of saline solution for 30 
minutes three times to wash off unbound bFGF. Then it 
was inserted into the subcutaneous layer just under the 
created skin wound. One week after insertion, numer- 
ous capillary blood vessels were observed inside the 
collagen sheet. Numerous fibroblasts are also present. 
With these capillary and fibroblasts migration, the heal- 
ing of the skin wound was accelerated. A pink colored 
granulation tissue was created in the bottom of the 
wound. 

A control wound prepared in the manner but without 
insertion of collagen sponge of bFGF did not showed 
granulation formation. The control wound showed signs 
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of healing, however, this was limited to the edge of the 
wound. 

Example 30. 

This example is exemplary of the coated prosthesis 
of this invention made in the form of a sponge-like mate- 
rial that can be used as a wound dressing. A porous 
sponge made of fiber collagen was obtained using the 
following procedure. A 1 wt. % collagen slurry contain- 
ing 0.02 wt. % heparin was freeze-dried to produce a 
collagen sheet of 5 cm 2 and 0.5 cm in thickness. It was 
freeze<lried and was heated at 130°C for 20 hours to 
thermally cross-link the collagen fibers each other and 
to the heparin molecules. Then it was rinsed in distilled 
running water to wash off unbound heparin. It was 
freeze-dried again and sterilized by ethylene oxide gas. 
As an animal experiment, a 7 cm 2 skin wound was cre- 
ated on the back of a rabbit. The prepared collagen 
sponge was dipped in a 50 ml of saline solution contain- 
ing bFGF for 30 minutes, and was rinsed in 500 ml of 
saline solution for 30 minutes three times to wash off 
unbound bFGF. Then, the sponge was crushed in a 50 
ml of saline solution to create a collagen sponge sus- 
pension. Then the suspension was injected into the 
subcutaneous layer just under the created skin wound. 
One week after insertion, numerous capillary blood ves- 
sels were observed in the areas where the collagen 
suspension was injected. The collagen sponge was 
almost absorbed, however, small pieces of suspended 
collagen sponge still remained in the subcutaneous 
layer. Numerous fibroblasts are also present. With these 
capillary and fibroblasts migration, the healing of the 
skin wound was accelerated. A pink colored granulation 
tissue was created in the bottom of the wound. 

A control wound was prepared in the same manner 
without injection of collagen sponge suspension of 
bFGF did not showed granulation formation. The wound 
showed signs of healing, however, this was limited to 
the edge of the wound. 

Claims 


1. A prosthesis comprising a bioabsorbable sub- 
stance immobilized and insolubilized by a physical 
method. 

2. A prosthesis as claimed in claim 1 , where the phys- 
ical method excludes use of chemical reagents. 

3. A prosthesis as claimed in claim 1 or 2, wherein the 
physical method is at least one of entanglement, 
dry up. thermal cross-linking, gamma irradiation, 
ultraviolet irradiation, and hydrous swelling by elec- 
tric charge. 

4. A prosthesis as claimed in any one of the preceding 
claims, further comprising a growth factor bound to 
the bioabsorbable substance. 


5. A prosthesis as claimed in any one of the preceding 
claims, comprising more than one bioabsorbable 
substance. 

6. A prosthesis as claimed in any one of the preceding 
claims, wherein the bioabsorbable substance is a 
member selected from the group consisting of col- 
lagen, gelatin, succinylated collagen, chrondroitin 
sulfate, succinylated gelatin, chitin, cellulose, 
ftorion, albumin, alginic acid, heparin, heparan sul- 
fate, hyaluronic acid, dermatan sulfate, derivatives 
of aforesaid members, and cells and tissues of 
mammals. 

A prosthesis as claimed in any one of the preceding 
claims, wherein the bioabsorbable substances is 
provided with a positive or negative electric charge. 

A prosthesis as claimed in any one of the preceding 
claims, wherein the physical method is selected 
from: 

(a) thermal cross-linking carried out by heating 
the bioabsorbable substance at a temperature 
of about 100°C to about 180°C and for about 1 
hour to about 48 hours; 

(b) gamma irradiation carried out by irradiating 
the bioabsorbable substance with gamma irra- 
diation within a range of about 0.1 Mrad to 

30 about 5 Mrad; 

(c) hyper hydration which includes providing 
the bioabsorbable substance with a negative 
charge and contacting the negatively charge 
bioabsorbable substance with water; and 

35 (d) ultraviolet irradiation carried out by irradiat- 

ing the bioabsorbable substance with ultravio- 
let irradiation of about 0.1 Mrad to about 5 
Mrad. 

40 9. A prosthesis as claimed in any one of the preceding 
claims, wherein the bioabsorbable substance has a 
filamentous shape with a length of less than about 
2 cm and a width of about 10 microns. 

45 1 0. A prosthesis as claimed in any one of the preceding 
claims, comprising porous substrate onto which the 
bioabsorbable substance is immobilized. 


w 


15 


20 


25 


11. A prosthesis as claimed in claim 10, wherein the 
so porous substrate is polyester fabric porous tube 
and the bioabsorbable substance is succinylated 
collagen fiber, and the prosthesis is prepared 
either; 

55 (a) by entangling the succinylated collagen 

fiber with the porous substrate, and then heat- 
ing at a temperature of about 100°C to about 
180°C for about 1 hour to about 48 hours; 
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(b) by immobilizing the succinylated collagen 
fiber with the porous substrate, and then irradi- 
ating the porous substrate entangled with the 
succinylated collagen fiber with gamma irradia- 
tion of about 0.1 Mrad to about 5 Mrad; or 

(c) by entangling the succinylated collagen 
fiber with the porous substrate, and then irradi- 
ating the porous substrate entangled with the 
succinylated collagen fiber with ultraviolet irra- 
diation of about 0.1 Mrad to about 5 Mrad. 

12. A prosthesis as claimed in claim 10, wherein the 
porous substrate is an expanded polytetraf luoroeth- 
ylene tube and the bioabsorbable substance is suc- 
cinylated collagen giber, and the prosthesis is 
prepared either; 

(a) by immobilizing the succinylated collagen 
fiber with the porous substrate, and then heat- 
ing at a temperature of about 100°C to about 
1 80°C for about 1 hour to about 48 hours; or 

(b) by entangling the succinylated collagen 
fiber with the porous substrate, and then irradi- 
ating the porous substrate entangled with the 
succinylated collagen fiber with gamma irradia- 
tion of about 0.1 Mrad to about 5 Mrad. 

1 3. A prosthesis as claimed in any one of the preceding 
claims, wherein the physical method is hyper hydra- 
tion which includes providing the bioabsorbable 
substance with a negative charge and contacting 
the negatively charge bioabsorbable substance 
with water. 

14. A prosthesis as claimed in claim 10, wherein the 
porous substrate is a bioabsorbable material onto 
which the bioabsorbable substance is immobilized; 
and the bioabsorbable substance and the bioab- 
sorbable material are selected from the group con- 
sisting of collagen, gelatin, succinylated collagen, 
chrondroitin sulfate, succinylated gelatin, chitin, cel- 
lulose, fibrion, albumin, alginic acid, heparin, 
heparan sulfate, hyaluronic acid, dermatan sulfate, 
derivatives of aforesaid members, and cells and tis- 
sues of mammals. 

15. A method of manufacturing a prosthesis comprising 
the steps of: 

(1) providing a porous substrate, 

(2) preparing a solution or suspension of at 
least one bioabsorbable substances having a 
viscosity at 22°C of less than 1000 mPa, 

(3) passing the solution or suspension through 
the prosthesis by placing the solution or sus- 
pension on one side thereof and applying pres- 
sure for capturing and entangling the 
bioabsorbable substances within the porous 
substrate, 


(4) drying the resulting prosthesis, and 

(5) treating the dried prosthesis without chemi- 
cal reagents to insolubilize the bioabsorbable 
substance on the porous substrate. 

5 

16. A method as claimed in claim 15, wherein steps (2) 
through (4) are repeated using a solution or sus- 
pension of the same bioabsorbable substance or 
other bioabsorbable substances. 

10 

17. A method as claimed in claim 15 or 16, wherein the 
treating of step (5) is selected from; 

(a) thermal cross-linking at a temperature of 
rs about 100°C to about 180°C and for about 1 

hour to about 48 hours; 

(b) treating with gamma irradiation in a range of 
about 0.1 to about 5.0 Mrad; or 

(c) treating with ultraviolet irradiation in a range 
20 of about 0. 1 to about 5.0 Mrad. 

18. A method as claimed in any one of claims 15 to 1 7, 
comprising an additional step (6) of contacting the 
prosthesis with a growth factor for binding the 

25 growth factor thereto. 

19. A method as claimed in any one of claims 15 to 18. 
wherein steps (2) and (3) include providing the bio- 
absorbable substance with a negative charge, and 

30 step (5) includes treating with water for swelling of 
the prosthesis. 
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comprising one or more bioabsorbable substances 
insolubilized and/or immobilized in place by a physical 
method which excludes chemical reagents. A growth 
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antithrombogenictty by rapid completion of neointima 
formation with endothelial cell fining at an early stage 
after implantation. 


a. 

LLI 


Primed by Xerox (UK) Business Services 
2.16.7/3.6 


BNSDOCID: <EP 0742020A3_I_> 


EP 0 742 020 A3 


J 


European Patent 
Office 


EUROPEAN SEARCH REPORT 


Application Number 

EP 96 30 0067 


DOCUMENTS CONSIDERED TO BE RELEVANT 


Category 


Citation of document with indication, where appropriate, 
of relevant passages 


Relevant 
to claim 


US 3 955 012 A (OKAMURA SEIZ0 ET AL) 
4 May 1976 (1976-05-04) 

* column 2, line 50 - column 3, line 9 * 

* column 4, line 30 - line 37 * 

* column 6, line 31 - line 35 * 
|* column 7, line 49 - line 61 * 

IPIETRUCHA K.: "New collagen implant as 
dural substitute" 

BI0MATERIALS, ^ Ar 
vol. 12, 1991, pages 320-323, XP002120700 

* page 320, right-hand column, paragraph 2 
- page 321, left-hand column, paragraph 1 

* page 321, left-hand column, paragraph 3 
* 

WO 91 08718 A (BIOSYNTHESIS INC) 
27 June 1991 (1991-06-27) 

* page 5, line 18 - line 38 * 

* page 6, line 30 - page 7, line 12 * 

* page 14, line 36 - page 15, line 9 * 

US 4 695 281 A (MIYATA TERUO ET AL) 
22 September 1987 (1987-09-22) 

* abstract * 

* column 3, line 38 - column 4, line 21 * 

US 4 738 849 A (SAWYER PHILIP N) 
19 April 1988 (1988-04-19) 

* column 2, line 12 - line 45 * 
I* column 3, line 51 - column 4, line 28 * 

-/- 


1-3,5-8, 
10, 

13-17,19 
1,10-12 


1-3,6-8, 
10,14 


1-3,5,6 


CLASSIFICATION OF THE 
APPLICATION (lnt.CI.6) 


A61L27/00 
A61L33/00 


TECHNICAL FIELDS 
SEARCHED (lnt.CI.6) 


The present search report has been drawn up for all claims 

Date of completion of the search 


A61L 


1,10-12 


1-3,6,6, 
8,10,13, 
14 


Place of search 

THE HAGUE 


28 October 1999 


Examiner 

Menidjel , R 


3 
3 


I 

o 


CATEGORY OF CITED DOCUMENTS 

X : particularly relevant if taken alone 

Y : particularly relevant if combined wilh another 

document of the same category 
A : technological background 
O : non-written disclosure 
P : intermediate document 


T : theory or pnncpie underlying the invention 
E : earlier patent document, but published on, or 

after the filing date 
D : document cited In the application 
L : document cited for other reasons 


& : 'member of the same patent family, corresponding 
document 


BNSDOCID- <EP 0742020A3_I_> 


EP 0 742 020 A3 


European Patent 
Office 


EUROPEAN SEARCH REPORT 


Application Number 

EP 96 30 0067 


DOCUMENTS CONSIDERED TO BE RELEVANT 


Category 


Citation ot document with indication, where appropriate, 
of relevant passages _ 


US 5 181 903 A (VANN RICHARD D ET AL) 
26 January 1993 (1993-01-26) 

* column 3, line 65 - column 4, line 68 * 

* column 6, line 12 - line 51 * 

* column 7, line 18 - line 27 * 


1,2,4-6, 
0,14 


The present search report has been drawn up for all claims 


Relevant 
to claim 


CLASSIFICATION OF THE 
APPLICATION (Int.CI-6) 


TECHNICAL FIELDS 
SEARCHED (tnt.CU) 


Place ot search 


THE HAGUE 


Data ol completion ot the search 

28 October 1999 


Examiner 

Menldjel , R 


CATEGORY OF CITED DOCUMENTS 

X : particularly relevant if taken alone 

Y : particularly relevant if combined with another 

document of the same category 
A : technological background 
O : non-written disclosure 
P : intermediate document 


T : theory or principle underlying the invention 
E : eariier patent document, but published on, or 

after the filing date 
D : document cited in the application 
L : document cited for other reasons 


& : member of the same patent family, corresponding 
document 


3 

BNSDOCID: <EP 07 42020 A3 J _> 


EP 0 742 020 A3 


ANNEX TO THE EUROPEAN SEARCH REPORT 
ON EUROPEAN PATENT APPLICATION NO. 


EP 96 30 0067 


This annex lists the patent family members relating to the patent documents cited in the above-mentioned European search report. 
The members are as contained in the European Patent Office EDP file on 

The European Patent Office is in no way liable for these particulars which are merely given tor the purpose of information. 

28-10-1999 


Patent document 


Publication 

Patent family 

Publication 

cited in search report 


date 


member(s) 

onus 

US 3955012 

A 

04-05-1976 

JP 

49004559 B 

01-02-1974 



CA 

950399 A 

02-07-1974 




DE 

2139455 A 

10-02-1972 




GB 

1325780 A 

08-08-1973 




US 

3808113 A 

30-04-1974 

W0 9108718 

A 

27-06-1991 

AU 

6908591 A 

18-07-1991 



CA 

2070294 A 

08-06-1991 




EP 

0504262 A 

23-09-1992 




JP 

5502178 T 

22-04-1993 

US 4695281 

A 

22-09-1987 

NONE 



US 4738849 

A 

19-04-1988 

CA 

1319871 A 

06-07-1993 



US 

4606910 A 

19-08-1993 

US 5181903 

A 

26-01-1993 

NONE 




& For more details about this annex : see Official Journal of the European Patent Office, No. 12/82 


074202OA3 I > 


